Mixed microglial cell cultures, purified primary microglia and macrophages. Mixed microglial cell cultures were performed as described [10] . Mixed microglia cell cultures were obtained from cerebellum at postnatal day 4 as described previously [46] from neonates born to GFP-LM WT -infected or NI mothers. To visualize LM infection we fixed, immune stained and processed cultures for multichannel confocal microscopy. We purified primary microglia from mixed microglial cultures at day 7 by shaking at 200 rpm for 30 min. Cells in supernatants were re-in 24-well plates for confocal and FACS observations of the quality of microglial purification (microglial cells were 90% CD11b + CD45 + and 80-85% F4/80 + IA b+ ), and supernatants were collected for cytokine analysis. Macrophages were derived from bone marrow from mice femurs and differentiated in vitro with M-CSF (20 ng/mL) for 7 days.
Fluorescence labelling, confocal microscopy examination and apoptosis. Cells used for immunocytochemistry were fixed in 3% paraformaldehyde. Actin was stained with TRITCphalloidin. Activated microglia were labelled with F4/80-PE antibody. Quantification of FITClabelled LM strains that co-localized with actin (TRITC-phalloidin) was performed as described previously [10] . Specimens were photographed using a Nikon A1R confocal microscope equipped. For apoptosis experiments, purified primary microglia (P4) were infected with LM WT for 20 min and analysed for early and late apoptosis after staining with annexin V-APC and 7-AAD (BD Biosciences). Results are expressed as the percentages of late apoptotic cells (Late-A, Q2-2 area corresponding to double positive for 7-AAD + annexin-V + cells) and the percentages of early apoptotic cells (Early-A, Q4-2 area corresponding to annexin V + 7-AAD -cells. Data are the mean ± SD of triplicates (P < 0.05) and statistical analysis performed with the Sigma Plot 8.0 program (BD Biosciences).
Transcriptional assays. Microglia and macrophages (10 6 cells/well) were cultured in sixwell plates and infected or not with LM WT , LM ∆LLO or LM ∆ActA (10:1 bacteria: cell ratio) for 20 min at 37°C. NI samples corresponding to basal level controls were cultured at the same cell density and treated as above. Total RNA was extracted from cells using the RNeasy total RNA isolation kit (P/N 74104; Qiagen, Hilden, Germany). The amount of total cellular RNA, integrity and quality were analysed and varied between 26 and 31 µg in all samples. RNA integrity was analyzed in 1% agarose gels (28S and 18S rRNA forms were observed as non-degraded in a 2:1 proportion). RNA quality was estimated by a close to 2.0 value of the ratio A 260/280 and the concentration was calculated with the assumption that 1 OD unit corresponded to 40 µg RNA measured at A 260 . Differential microarray analysis was performed with the Affymetrix GeneChip MOE430A2.0 that evaluates 22,626 mouse genes with GCOS 1.3 Affymetrix software (Progenika Biopharma, Grifols, Derio, Bilbao, Spain). The fold changes in gene expression values were expressed as the SLR that corresponded to the log 2 fold change (FC) of the previous version of Affymetrix software. Therefore, SLR ≥0.5 represented induced genes as they corresponded to values ≥2 FC; while SLR values ≤ −0.5 were depressed genes as they corresponded to values ≤ −2 FC. Gene ontology information (Affymetrix NetAffx Analysis Center; Progenika) and microarray analysis were deposited in NCBI Gene Expression Omnibus, accessible through GEO Series accession number GSE32505 (http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE32505). b Gene ontology information was derived from Progenika (Affymetrix NetAffx Analysis Center). c Differential microarray data analysis was performed with the Affymetrix GeneChip MOE430A2.0 with GCOS 1.3, Affymetrix software that analyzed a total of 22,626 mouse annotated genes. Table shows the 50 differentially expressed genes of the LM innate immunity cluster. The FC of gene expression values is expressed as SLR relative to control samples, which corresponds to the log 2 of FC of previous Affymetrix software. A value >2 means the gene is upregulated, and a value <2 means the gene is down-regulated. A value of 0 means no change.
Supplementary

